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PART 1 (Importance of the manuscript) 

	
	Comments of the Reviewers
	Author’s Feedback 


	Please write a few sentences regarding the importance of this manuscript for the scientific community. A minimum of 3-4 sentences may 
be required for this part.
	This manuscript adds clinical evidence of concurrent Ehrlichia canis and Hepatozoon canis infections that may remain undetected through routine clinical examination, haematology, and serum biochemistry. It highlights the value of multi-pathogen real-time PCR testing for veterinary clinicians and diagnostic laboratories when tick-borne infection is suspected. The findings also reinforce the need for cautious interpretation of negative post-treatment PCR results, particularly for H. canis, and the importance of longer-term follow-up. Although a single case cannot establish broader epidemiological or public health implications, it provides a clinical basis for further investigation of canine tick-borne co-infections and their potential relevance to One Health surveillance.
	




PART 2.1 (Objective Evaluation)

	
	Rating of the Reviewers
	Author’s Feedback (Revision of the Manuscript and Feedback of Authors are mandatory for Rating of 2 and 1)

	1. Is the title clear and appropriate for the study? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 4 – Good
The title clearly and specifically reflects the focus of the study, identifying both co-infecting pathogens, the study subject, and the diagnostic method, real-time PCR. The term “occult co-infection” is also appropriate, as the infections were not detected through routine clinical and laboratory examinations. However, the phrase “A Sentinel Case from a One Health Perspective” should be reconsidered, given that the manuscript reports only a single animal case without direct data on vectors, the environment, or human populations.
Recommendation: The title may be retained with minor revision to ensure that the One Health claim is more proportionate to the scope and evidence presented in the manuscript.

	

	2. Is the abstract of the article comprehensive? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 4 – Good
The abstract covers the key elements of the case report, including the objective, patient characteristics and clinical presentation, laboratory findings, real-time PCR diagnosis, treatment, and follow-up results. It also communicates the clinical relevance of the case within a One Health framework. However, the patient's clinical response following treatment is not clearly described. The concluding statement could also be more explicit to reinforce the main findings and their clinical implications. The authors are encouraged to address these aspects to improve the clarity and informational value of the abstract.
	

	3. Are the keywords appropriate and useful?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 4 – Good
The selected keywords are relevant to the main focus of the case report, covering the diseases involved, co-infection, diagnostic methods, and the One Health surveillance perspective. The terms canine monocytic ehrlichiosis, canine hepatozoonosis, and real-time polymerase chain reaction are sufficiently specific to support searches based on the subject matter and diagnostic approach. However, to improve the article's discoverability in indexing databases and scientific literature searches, the authors could consider including the names of the causative agents (Ehrlichia canis and Hepatozoon canis) or the broader term tick-borne diseases as alternative keywords.

	

	4. Is the background information of the paper sufficient and well organized?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 4 – Good
The background section is logically structured, progressing from the problem of vector-borne diseases in dogs to the characteristics of Ehrlichia canis and Hepatozoon canis infections, followed by the diagnostic limitations of routine examinations. Epidemiological data and relevant references provide reasonable support for the rationale behind molecular testing. However, the research gap  of the case are not clearly articulated. The relevance of the One Health perspective also requires further development, particularly regarding the role of dogs as sentinels for vector-borne disease surveillance. The authors should clarify rationale for reporting this case and exercise greater caution when comparing microscopy and PCR detection rates to avoid misleading interpretations.

	

	5. Are the research objectives/hypotheses clearly stated?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 5 = Excellent
The aim is clearly stated in both the abstract and the introduction: to describe the diagnosis and management of concurrent Ehrlichia canis and Hepatozoon canis infections that were not detected through routine clinical, haematological, or biochemical examinations, and to discuss their relevance to One Health surveillance. This aim is consistent with the scope and discussion of the case. Given the descriptive nature of a case report, a formal research hypothesis is not required. Overall, the stated aim is specific, focused, and appropriate to the manuscript type.
	

	[bookmark: _Hlk244277124]6. Is the literature review relevant and up to date?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 3 = Satisfactory
The cited literature is relevant to the scope of the manuscript, addressing vector-borne disease epidemiology, Ehrlichia canis and Hepatozoon canis infections, molecular diagnosis, treatment, tick control, and the One Health perspective. However, most of the references are relatively dated, and the discussion makes limited use of recent research findings. The authors should incorporate more up-to-date literature, particularly on molecular diagnostic approaches, tick-borne co-infections, and One Health surveillance, to strengthen the scientific rationale and ensure the manuscript reflects current developments in the field.

	

	7. Is the research methodology appropriate for the study?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score 4  = Good
The methodology is appropriate for the manuscript's purpose as a case report. The combination of clinical examination, haematology, biochemistry, and real-time PCR provides a suitable approach for identifying concurrent Ehrlichia canis and Hepatozoon canis infections. However, the molecular diagnostic procedures require further detail, particularly regarding the PCR method and platform used. The patient's clinical response to treatment and subsequent follow-up findings also need to be described more clearly to allow a more objective assessment of the treatment outcome.
	

	8. Were ethical issues properly addressed (if applicable)?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 3 = Satisfactory

The manuscript states that ethical approval was not required and declares no competing interests. However, the rationale for waiving ethical approval is not adequately explained, and there is no explicit statement confirming the owner's informed consent for the use of clinical data and publication of the case. The authors should clarify the basis for the ethical exemption and provide confirmation of owner consent in accordance with the journal's requirements.
	

	9. Are the results presented clearly? 
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score: 3 = Satisfactory
The findings are presented in a structured manner through the case description and tables reporting haematological, biochemical, and real-time PCR results. The co-infection findings and follow-up test results are also clearly reported. However, the patient's clinical response to treatment is not adequately described. There is also a discrepancy between the examination dates (5 January and 4 February 2026) and the stated 28-day follow-up period. In addition, the Ct value ranges in Table 3 require clarification, as the value of 32 falls within two overlapping categories. The authors should address these issues to ensure that the results are presented consistently, accurately, and clearly.

	

	10. Are tables and figures clear, relevant, and necessary?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable


	Score: 3 = Satisfactory
The tables are relevant and help clarify the findings, particularly the haematological, biochemical, and molecular diagnostic results obtained through real-time PCR. However, the layout of Table 1 needs improvement, as it is split across two pages. The Ct value ranges in Table 3 also require clarification because the value of 32 falls into two overlapping categories. In addition, the footnote to Table 2 should provide clearer information. Although no figures are included, this does not represent a major limitation, as the main findings are adequately presented in the tables.
	

	11. Does the discussion relate findings to existing literature?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score 4  = Good
The discussion relates the case findings to relevant literature on Ehrlichia canis and Hepatozoon canis infections, the limitations of routine diagnostic examinations, treatment approaches, PCR result interpretation, and vector control within the One Health framework. However, a more critical comparison with previous studies is needed, particularly to establish the clinical implications of the case. The authors should strengthen the synthesis of the existing literature to provide a more analytical discussion rather than relying primarily on descriptive explanations.
	

	12. Are the conclusions supported by the data?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score 4  = Good
The conclusions are consistent with the main findings, particularly the confirmation of co-infection by real-time PCR and the negative follow-up results after treatment. The authors appropriately acknowledge the need for caution when interpreting the negative result for Hepatozoon canis. However, describing this case as a sentinel event within the One Health framework may overstate its implications, as no supporting data on vector surveillance or human health were presented. The authors should ensure that the conclusions remain proportionate to the evidence available in the manuscript.
	

	13. Are the limitations of the study discussed?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Score 4  = Good
The authors have acknowledged several key limitations of the manuscript, including the single-case design, which limits the generalisability of the findings, the limitations in comparing Ct values, and the fact that the cause of microcytosis was not investigated. They also appropriately recognise that a negative PCR result after 28 days does not confirm complete clearance of Hepatozoon canis. However, the implications of these limitations for interpreting the findings and the need for longer-term follow-up could be explained more clearly.
	

	14. Are the references relevant and sufficient (in number)?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor 
N/A = Not Applicable
	Score 4  = Good
The references are relevant to the scope of the manuscript, covering vector-borne disease epidemiology, Ehrlichia canis and Hepatozoon canis infections, molecular diagnosis, treatment, vector control, and the One Health perspective. The 15 references are adequate for a case report. However, some sources are relatively dated, and the authors should consider incorporating more recent studies to strengthen the scientific background and support the discussion with current evidence.
	

	15. Is the manuscript written in clear and understandable language?
Rating Scale: 
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor 
N/A = Not Applicable
	Score: 3 = Satisfactory
Overall, the manuscript is written in reasonably clear academic language, and the information is presented in a logical sequence. The veterinary terminology and scientific terms are generally appropriate to the subject. However, some issues remain with sentence construction, grammar, punctuation, and consistency in terminology. Several sentences in the case presentation are grammatically awkward, which affects readability. The authors are encouraged to undertake thorough language editing to improve the clarity, consistency, and overall readability of the manuscript.
	




PART 2.2 (Subjective Evaluation)

	
	Reviewer’s comment

	Author’s Feedback (It is mandatory that authors should write his/her feedback here)


	Is the title of the article suitable?

If your answer is NO, please provide a brief, clear suggestion for improvement.

	Not fully suitable – Revision is required.
Perspective” appears too broad, as the case report does not include supporting data on vector surveillance or human health. The following revised title is suggested:
Occult Co-infection with Ehrlichia canis and Hepatozoon canis in a Dog Detected by Real-Time PCR: A Case Report.
This alternative is more specific and concise, and better reflects the case-report design and the evidence presented in the manuscript.
	

	Is the abstract of the article comprehensive? 

If your answer is NO, please provide a brief, clear suggestion for improvement.

	Not yet fully comprehensive – Revision required
The abstract covers the main elements of the case report, including the objective, patient characteristics, laboratory findings, real-time PCR diagnosis, treatment, and follow-up results. However, the patient's clinical response following treatment is not adequately described, making the assessment of treatment outcomes largely dependent on the PCR findings.
Recommendation: The authors should briefly describe the patient's clinical progress after treatment and clarify the main concluding statement to make the abstract more informative and provide a more complete account of the case.

	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement
.
	Overall, the diagnostic and treatment approaches are appropriate for a case report. However, several aspects require clarification, particularly the details of the real-time PCR procedures, documentation of the patient's clinical response to treatment, and consistency in the examination timeline. The One Health implications should also be presented more cautiously, as they are not supported by specific vector surveillance or human health data. The authors should address these issues to improve the scientific accuracy and strength of the manuscript.

	

	Are the references sufficient and recent? 
(YES or NO)

If your answer is NO, please provide clear suggestion for improvement.

	The 15 references are adequate in number for a case report, and most are relevant to the scope of the manuscript. However, the literature is not sufficiently up to date, as several references are relatively old. The authors should incorporate more recent studies, particularly on molecular diagnostics, tick-borne co-infections, the management of Hepatozoon canis, and One Health surveillance, while retaining older references that remain scientifically relevant.

Recommendation: Update the reference list by prioritising relevant and high-quality publications from the past five years, without overlooking key foundational literature.
	

	Are there ethical issues in this manuscript?
(YES or NO)

(If yes, kindly please write down the ethical issues here in details)

	Yes – Ethical issues requiring clarification
The manuscript states that ethical approval was not required (Ethical Approval: Not required); however, the basis for this exemption has not been adequately explained. In addition, there is no explicit statement confirming the owner's informed consent for the use of clinical data and publication of the case. The authors should clarify the grounds for the ethical exemption and provide a statement confirming owner consent in accordance with the journal's requirements.
Note: These concerns relate to incomplete reporting of ethical considerations and do not, in themselves, indicate that an ethical violation has occurred.
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